Systems: MP Biomedicals, Santa Ana, CA, USA).
The lipL32 fragment (497 bp), which is present only in pathogenic leptospires, was amplifi ed according to the method of Bomfi m et al. (6) by using a MyCycler thermocycler (Bio-Rad, Hercules, CA, USA). L. interrogans serovar Icterohemorragiae (RGA strain) was used as a positive control.
Twenty-two samples were positive for Leptospira spp., indicating a general prevalence of 14.8% in the rodents. Although the prevalence was higher in rats (20.3%) than in mice (9.3%) ( Table) , the difference was not signifi cant (χ 2 test). Positive samples were obtained from all the studied islands and for both host species in all of them (Table) , without signifi cant differences in the prevalences between host species or between islands.
To confi rm the amplifi ed products belonged to pathogenic Leptospira spp., we sequenced some amplicons. Sequencing reactions were performed for both strands at the University of La Laguna Genomic Service. When the sequences were compared, 2 different sequences were obtained. The fi rst sequence, L19 (GenBank accession no. HQ231747), from rats, clustered with L. interrogans serovar Copenhageni (GenBank accession no.
AE016823) and different serovars of the same species by BLAST (99% identity). Previous results associate L. interrogans serovar Copenhageni with
Rattus spp. (7). However, the sequence obtained from mice (GenBank accession no. HQ231748), L47, showed a 100% BLAST identity with L. borgpetersenii (GenBank accession nos. DQ320625.1 and DQ286415.1).
New and published Leptospira sequences were aligned with the multiple alignment program ClustalW in MEGA3.1 (8) , and minor corrections were made manually. The alignment for the 497-bp fragment starts at nt position 208, with respect to the complete sequence of the lipL32 (AY609332), and ends at nt position 705.
Phylogenetic relationships were inferred by using the neighbor-joining distance method with MEGA3. Although the method we used does not enable specifi c identifi cation, determining the most similar species by BLAST is needed for control programs. L. interrogans serovar Copenhageni is the predominant infecting serovar among patients with severe leptospirosis (7), and L. borgpetersenii is also commonly acquired from mice.
On the basis of these fi ndings, the global distribution of Leptospira spp. must be revised to include the Canary Islands, with rodents as natural hosts. Because pathogenic Leptospira spp. were detected on every island studied and in both analyzed species, R. rattus and M. domesticus, the distribution of this pathogen likely extends to even the islands not studied. The high incidence found suggests that rodents play a role in transmission of human leptospirosis. Further studies are needed to identify other possible reservoir hosts and to determine the risk areas for acquiring pathogenic leptospires in the Canary Islands.
